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Tohoku J. exp. Med., 1974, 113 (4), [393] [394] Hepatitis B antigen (HBsAg) in human plasma was purified by affinity chromatography through a column of Sepharose 4B which had been charged with anti-HBs.
Eight different elution buffers were examined for better recovery by determining the antigen titers by solid-phase radioimmunoassay (Ausria-125). Among the buffers tested, 5M Nal, 1M acetic acid (AcOH) contain ing 1M NaCl (pH 2.5), and 3.5 M sodium thiocyanate (NaSCN) gave good recoveries and the most preferable result was obtained with 1M AcOH containing 1M NaCl (pH 2.5). It is evident in the table that the best buffer with respect to the eluting efficiency of HBsAg was 5M NaI (Grabow and Prozesky 1973) (RIA titer 212 and IES titer 25) and the second best was 1M AcOH containing 1M NaCl (pH 2.5), or 3.5M NaSCN (RAI titer 211 and IES titer 24). The glycine-HC1 (pH 2.5) which has been used most frequently was less efficient than the above three and was comparable to the elution with 2.5M MgC12 or 5M KI.
On the other hand, the amounts of human serum components in each eluate as determined by IES titration were least in 1M AcOH containing 1M NaCl (pH 2.5) or glycine-HC1 (pH 2.5) (IES titer 23). 5M NaI and 3.5M NaSCN which gave good recoveries of HBsAg also contained a large amount of human serum components as contaminants (IES titer 26 and 27). Also, when the eluates were concentrated against carbowax -20000, precipitation of considerable amounts of protein was observed and a relative amount of protein in each elution system was shown in the right column of the table. In the eluates with 5M NaI and 3.5M NaSCN more abundant precipitates were formed than with other buffers.
Considering that NaI or NaSCN must have some influence on the solubility of proteins and that the acetate buffer-eluate contained least amount of human serum components other than HBsAg, we conclude that the most preferable buffer for eluting HBsAg from the affinity column is 1M AcOH containing 1M NaCI (pH 2.5). That human serum components as contaminants can be minimized by choosing elution buffer is very important to proceed to next purification steps.
